Quantitation of the average nuclear signal is shown in panel c. Note that the signal intensity in the nucleus was increased by exposure to hypoxia (0.2% oxygen). (d) Western blot analyses of MC3T3-E1 cells in hypoxic conditions. Cells were exposed to hypoxia for indicated time periods. Cytosol and nuclear fractions were extracted and subjected to western blotting with anti-HIF-1α and anti-OASIS antibodies. Note that the levels of both OASIS-Full and OASIS-N were increased by hypoxia treatment. (e) Co-IP followed by western blot analyses of HIF-1α and OASIS. HEK293T cells were transfected with Myc-tagged OASIS-N and exposed to normoxia or hypoxia. Cell lysates were subjected to Co-IP assays with anti-Myc antibodies. The IP samples were subjected to western blotting with anti-HIF-1α and anti-OASIS antibodies. (f) Luciferase reporter analyses for the 5×HRE promoter in response to CoCl2. HEK293T cells were cotransfected with pGL3-5×HRE and treated with 150 mM CoCl2 or vehicle (mean ± s.d., n = 3; *P < 0.05, **P <0.01, t-test). 
